. The major subunit of K 2P consists of four transmembrane domains and two pore domains. Because of their "background" or "leak" activity, K 2P channels are believed to play pivotal roles in the establishment of resting membrane potential in various cell types. In addition, K 2P channel members display wide-ranging sensitivities to physicochemical stimuli, such as membrane stretch, temperature, and pH (2, 10, 16) . However, the studies of K 2P channels in immune cells are mostly limited to T cells as mentioned above.
We have previously demonstrated that two types of background K ϩ channels with distinctive unitary conductance are expressed in mouse B cells, namely, large-conductance background K ϩ channels [LK bg , ϳ300 pS under divalent cationfree (DVF) conditions] and medium-conductance background K ϩ channels (MK bg , ϳ100 pS also under DVF conditions) (22, 23) . In a recent study, we found that LK bg is TREK-2 (35) . The TREK subfamily members of K 2P channels are sensitive to arachidonic acid and membrane stretch (9, 16) , and in B cells, Ca 2ϩ influx through arachidonic acid-activated cation channels is actually augmented by membrane hyperpolarization induced by the concomitant activation of LK bg (34) . However, in contrast to studies on LK bg , neither the molecular nature nor the physiological property of MK bg has been elucidated.
WEHI-231 is a representative mouse B cell line and undergoes apoptosis by antigenic stimulation, which is a key feature of immature B cells. Experimentally, B cell stimulation is achieved by cross-linking membranous IgM-type B cell receptors (BCR ligation) using anti-IgM antibody (␣IgM). Moreover, the apoptosis of immature B cells by BCR ligation is an immunologically critical response required for the removal of potentially self-reactive B cell clones, and thus, prevents autoimmune disease. BCR ligation triggers complex cascades of signaling pathways during which an increase in the [Ca 2ϩ ] c via PLC␥2/inositol 1,4,5-trisphosphate pathway. [Ca 2ϩ ] c elevation triggers the activation of calcineurin (a protein phosphatase), which can activate target molecules such as caspase-2 and NFAT (the nuclear factor of activated T cells) (11) .
Apoptotic volume decrease (AVD) in cells is often observed during the early stages of apoptosis, and it is widely accepted that the activation of K ϩ and Cl Ϫ channels is the primary event that must occur before AVD. In addition, the depletion of intracellular K ϩ has been suggested to play key roles in the early process of apoptosis (5, 18) . In this respect, the K ϩ efflux via K 2P might participate in the apoptosis of immature B cells. Since apoptosis after BCR ligation typically takes several hours to days, it may be that persistent K ϩ channel upregulation occurs under BCR ligation. However, such a possibility has been rarely investigated in immature B cells. Accordingly, in the present study, we focused on the changes in background K ϩ conductance in WEHI-231 cells stimulated by BCR ligation. Furthermore, we investigated the molecular nature of the K ϩ channel upregulated by BCR ligation and tested its functional roles by using the small interfering RNA (siRNA) knockdown method.
MATERIALS AND METHODS
Cell culture and mouse B cell isolation. WEHI-231 cells (American Type Cell Culture, Manassas, VA) were grown in Dulbecco's modified Eagle's medium (DMEM) media (no. 11995-065, Invitrogen Korea, Seoul) supplemented with 10% (vol/vol) fetal bovine serum (Invitrogen, Carlsbad, CA), 50 M 2-mercaptoethanol (Sigma, St. Louis, MO), and 1% penicillin/streptomycin (Invitrogen) at 37°C in 20% O 2-5% CO2. To transfect mouse TWIK-related acid-sensitive K ϩ channel 2 (TASK-2), human embryonic kidney 293T (HEK293T) cells were cultured in DMEM (Invitrogen) supplemented with 10% (vol/vol) fetal bovine serum and 1% penicillin-streptomycin (Invitrogen) at 37°C in 20% O 2-10% CO2.
The total population of mouse primary B cells was prepared from the spleens of 6-wk-old C57BL/6 mice after receiving approval from our Institutional Review Board. Mice were euthanized using 100% CO 2, and spleens were removed immediately. The spleens were dissociated into single-cell suspensions, and B cells were isolated using Spin-Sep B cell enrichment kits (Stem Cell Technologies, Vancouver, AB, Canada). Isolated B cells were kept in AIM-V medium (Invitrogen) at 37°C in 20% O 2-5% CO2 and were used within 12 h of isolation.
Plasmids and gene transfection. The mammalian expressible plasmid for mouse KCNK5 was purchased from Open Biosystems (Huntsville, AL). The mKCNK5 cDNA sequence was verified by nucleotide sequencing, and it was identical to a registered sequence (Genbank accession no. NM_021542.4). mKCNK5 siRNA, a mixture of four siRNAs against mKCNK5, was purchased from Dharmacon (Lafayette, CO). Plasmids and siRNAs were transiently transfected using AMAXA nucleofector and the corresponding kit (AMAXA Biosystems, Cologne, Germany). Briefly, WEHI-231 cells were resuspended in the nucleofector solution, and then 100 l of cells (2 ϫ 10 6 to 5 ϫ 10 6 /ml) were mixed with 2 g of green fluorescent protein (pmaxGFP) vector and siRNA (200 nM), transferred to a cuvette, and nucleofected with AMAXA nucleofector. The cells transfected with scRNA (Invitrogen) were used as negative controls. Forty-eight hours after transfection, TASK-2 knockdown by siRNA was verified using a patch clamp, RT-PCR, FACS, and an immunoblot assay.
Electrophysiology. Cells were transferred into a bath mounted on the stage of an inverted microscope (IX-70, Olympus, Osaka, Japan). The bath (ϳ0.15 ml) was superfused at 5 ml/min, and voltage-clamp experiments were performed at room temperature (22-25°C) . Patch pipettes with a free-tip resistance of about 2.5 M⍀ and 3.5 M⍀ were used for whole cell clamp and single-channel patch-clamp studies, respectively. A patch-clamp amplifier (Axopatch-1D, Molecular Devices) and pCLAMP software v.9.2 and Digidata-1322A (Molecular Devices) were used to acquire data and apply command pulses. Throughout the whole cell clamp experiments, 3 mM MgATP was included in the pipette solution to minimize the influence of the activity of LK bg/TREK-2 (22, 23) .
Membrane current was recorded at 10 kHz and was low-pass filtered at 5 kHz (whole cell clamp) or at 1 kHz (single-channel recording). Current traces were stored and analyzed using Clampfit v.9.2 and Origin v.7.0 (OriginLab). Single-channel recordings were analyzed to obtain amplitude histograms and total channel activity (NP o), where N and Po are the observed level of channel opening and open probability, respectively.
The names and composition of the experimental solutions used in the electrophysiological experiments are listed in Table 1 .
Immunoblotting assay. WEHI-231 cells were stimulated with antimouse IgM [F(ab=) 2] fragment ( chain specific; 6.5 mg/ml) (Jackson ImmunoResearch Laboratories, West Grove, PA) for different times. 
All the units are in mM except pH. NaOH or KOH was used to adjust pH values in bath and pipette solutions. All chemicals and drugs used in this study were purchased from Sigma. DVF, divalent cation-free; HEPES, 4-(2-hydroxyethyl)-1-piperazine-ethanesulfonic acid; MES, 2-(N-morpholino)ethanesulfonic acid; EGTA, 2-bis(2-aminophenoxy)ethane-N,N,N=,N=-tetraacetic acid; i-o, inside-out patch clamp; w-c; whole cell patch clamp. Note that the "High K ϩ DVF" or "High K ϩ " bath solutions were also used for the pipette solution in cell-attached recordings.
For control experiments, mouse TASK-2-transfected HEK293T cells were also prepared. Antibodies against human TASK-2 (anti-K 2P5.1 rabbit polyclonal antibody, APC-037, Alomone Labs, Jerusalem, Israel) and GAPDH (goat polyclonal antibody, Sc-20357, Santa Cruz Biotechnology, Santa Cruz, CA) were purchased from commercial sources. The reactions of anti-K 2P5.1 (APC-037) with rat and mouse TASK-2 were confirmed (Fig. 5D ). In addition, the detection of mouse TASK-2 was validated from the decreased immunoblot signal in the si-TASK-2 transfected WEHI-231 (Fig. 7) .
Immunoblotting was performed using a conventional procedure. Briefly, cells were harvested and suspended in homogenization buffer (20 mM HEPES, pH 7.4, 200 mM NaCl, 5 mM EDTA, 1% Triton X-100, 1 mM NaVO 4, and 1 mM ␤-glycerophosphate) containing a complete protease inhibitor mixture (Roche Applied Science, Mannheim, Germany) and were lysed using a 22-gauge needle. Cell debris was then removed by centrifugation, and cleared lysates were mixed with appropriate antibodies and incubated overnight at 4°C. Proteins were recovered in SDS sample buffer and were separated using 4 -12% pre-cast polyacrylamide gels. Separated proteins were then transferred to nitrocellulose membranes, and membranes were blocked by incubation for 1 h in solution containing 5% nonfat dry milk in 20 mM Tris·HCl (pH 7.5), 150 mM NaCl, and 0.05% Tween 20. Membranes were then incubated with the appropriate primary and secondary antibodies, and protein bands were detected using enhanced chemiluminescence solutions. Membranes were then stripped for 30 min in stripping buffer (60 mm Tris·HCl, pH 6.8, 100 mm 2-mercaptoethanol, 2% SDS), and reprobed with GAPDH antibody.
RT-PCR. Total RNA was isolated from WEHI-231 cells using TRIzol (Invitrogen). Mouse mRNAs of TASK-1, TASK-2, TASK-4, TASK-5, and GAPDH were analyzed by RT-PCR. One microgram of RNA was reverse transcribed at 48°C for 20 min, and the cDNAs produced were amplified over 30 PCR cycles (60°C for 1 min, 72°C for 2 min, and 95°C for 45 s). PCR products (5 l) were electrophoresed on a 2% agarose gel at 100 V in a 1ϫ Tris-acetate-EDTA buffer and visualized using ethidium bromide. The nucleotide sequences of the primers used are summarized in Table 2 .
Flow cytometry. Following the transfection of WEHI-231 cells with mock scRNA or si-TASK-2, cells were incubated with antimouse IgM for 48 h. They were then washed twice with cold PBS and suspended in binding buffer (556454, BD Pharmingen) and diluted to 6 cells/ml. One milliliter of these suspensions was transferred to 5-ml polystyrene round-bottom tubes and to each tube was added 5 l annexin-V-FITC (556419, BD Pharmingen, San Diego, CA) and 5 l 7AAD-PE (559925, BD Pharmingen). The tubes were then gently vortexed and incubated in the dark for 15 min at room temperature (25°C). Four-hundred microliters of the binding buffer was added to each of the tubes before analysis using FACSCalibur (BD Biosciences, San Jose, CA).
Data analysis and statistics. Data are presented as means Ϯ SE. Student's t-test was used to test for significance, which was accepted at P Ͻ 0.05.
RESULTS
At first, the whole cell currents of control and ␣IgM-treated WEHI-231 cells were compared (Fig. 1) . Ramplike depolarization from Ϫ90 to 60 mV was applied to obtain the currentto-voltage relation (I-V curve). Original I-V curves from individual cells are shown as superimposed traces (Fig. 1B) . In the control group, the membrane conductance (slope of the I-V curve at negative membrane voltages) was relatively low, and prominent background K ϩ conductance was rarely observed (Fig. 1, A and B, left; n ϭ 56). Furthermore, the I-V curves and membrane conductance were not significantly changed during the initial period (1Ϫ5 h) after ␣IgM treatment (data not shown). The membrane conductance tended to increase with a reversal potential close to Ϫ80 mV, and the change became prominent during the next several hours. The I-V curves of B cells were collected between 9 and 15 h after BCR ligation (12h-␣IgM, Fig. 1, A and B, middle; n ϭ 46), and I-V curves were also obtained after 24 -30 h of BCR ligation (24h-␣IgM, n ϭ 14). Averaged I-V curves showed that the leak-type K ϩ conductance prominently increased in 12h-␣IgM cells, and this change reversed to the control level the following day (Fig.   1A) . The I-V curves of 12h-␣IgM WEHI-231 showed a weak inward rectification at voltages above 20 mV. The linear membrane conductance of 12h-␣IgM cells at negative voltages indicates the increased activity of background K ϩ channels. Consistent with the increase of background K ϩ conductance, almost linear I-V curves with reversal potential at 0 mV were observed under symmetrical K ϩ conditions (145 mM KCl on both sides of the plasma membrane) in 12h-␣IgM cells (Fig.  1C) . The I-V curves from all of the tested cells are also shown as overlaid plots (Fig. 1, B and C) .
To elucidate specific types of background K ϩ channels induced by BCR ligation, single-channel properties were investigated. In cell-attached (c-a) patch clamp under a symmetrical K ϩ condition (high-K ϩ DVF solution; Table 1 ), ion channels with burst-type activity were observed at negative membrane voltage (Ϫ60 mV) more frequently in 12h-␣IgM than in control cells (Fig. 2, A and B) . containing high-K ϩ solution in pipette) at negative voltages (Fig. 2, C and D) . No such channel was observed at negative membrane voltages when NaCl pipette solution was used (n ϭ 10, data not shown), indicating K ϩ -selective permeability. The slope conductance and voltage-independent activity at negative voltages were consistent with the properties of MK bg , which we have previously described in WEHI-231 cells (22) .
When compared with the reported characteristics of K 2P channels, the relatively large unitary conductance (78 pS with physiological Ca 2ϩ and Mg 2ϩ ) and burst-like activity of MK bg are similar to those of TASK-2 (70 pS at Ϫ60 mV) (14, 28 ). Therefore, we tested the sensitivity of whole cell current to extracellular pH (pH e ) changes in 12h-␣IgM cells and compared this with the responses of mouse TASK-2 (mTASK-2)-overexpressed HEK293T cells (Fig. 3) . Here, the holding voltage was kept at 20 mV to induce the inactivation of voltage-gated K ϩ (K v ) channels. In 12h-␣IgM cells, the noninactivating background outward current was increased by alkaline pH e and decreased by acidic pH e with half-activation pH e at 7.4 (Fig. 3B) . The pH e dependence was similar but slightly right-shifted (IC 50 ϭ 7.8) in HEK293T cells (Fig. 3, C  and D) .
The pH e sensitivity of MK bg in WEHI-231 was also tested under outside-out (o-o) patch-clamp conditions and compared with that of mTASK-2 in HEK-293 (Fig. 4, A and B) . The pH e sensitivity of MK bg and mTASK-2 was found to be similar (Fig. 4B ), as were their slope conductance values. The average conductance of mTASK-2 recorded under i-o conditions was 65 pS (Fig. 4, C and D) .
RT-PCR analysis demonstrated the expression of TASK-2, but not TASK-3, TASK-5, or TALK-1 mRNA in WEHI-231 cells (Fig. 5A) . A faint signal for TASK-1 was also observed. An immunoblot study using TASK-2-specific antibody confirmed the expression of TASK-2 protein and its upregulation by BCR ligation in WEHI-231 cells (Fig. 5, B and C) . A closer observation revealed that the antibody used here detected two bands with similar sizes. Among them, the lower one is likely to indicate TASK-2 because the upper band was also observed in nontransfected HEK293T cells (Fig. 5D) . No TASK-like current was detected in the empty HEK293T cells (data not shown). The reason for the difference in the molecular weights of putative TASK-2 between HEK293T and WEHI-231 is discussed below.
On the basis of the above results, we could conclude that TASK-2 corresponds to MK bg in WEHI-231 cells, and that BCR ligation significantly increases the expression of TASK-2. For the Agarose gel electrophoresis of PCR products was generated using specific primers for mouse TASK-1, TASK-3, TASK-5, TALK-1, and TASK-2. As a control, GAPDH mRNA was also detected using specific primers. A weak signal of TASK-1 (237 bp) is also shown. B: immunoblot assay for mTASK-2 in WEHI-231 cells. Cells were incubated in culture medium containing ␣IgM (6.5 g/ml) for 1, 7, or 12 h. Protein samples also obtained from mTASK-2 overexpressed in HEK293T cells as a positive control for the antibody. Note that the total amount of input proteins is different between HEK293T and WEHI-231 cells (25 and ϩ current, and reverse ramp pulses (from 60 to Ϫ100 mV, 0.16 V/s) were applied. Cells were stimulated with ␣IgM (6.5 g/ml, 12 h) alone or cotreated with cyclosporine A (CsA, n ϭ 8 for 250 ng/ml, n ϭ 13 for 750 ng/ml), FK506 (n ϭ 16), or Bay 11-7082 (10 M, n ϭ 11). The increase of outward current by 12h-␣IgM was prevented by cotreatment with CsA (A) or FK506 (B). Bay 11-7082 did not affect the increase of outward current (C). intracellular signaling pathways from BCR ligation, several mechanisms are known, such as the PLC␥2/calcineurin and the NF-B pathways in WEHI-231 cells (11) . Interestingly, the upregulation of MK bg by ␣IgM was inhibited by either cyclosporine A or FK506, both calcineurin inhibitors (Fig. 6, A and  B) . In contrast, the treatment with the NF-B inhibitor, Bay 11-7082 (10 M), did not affect the upregulation of the background K ϩ current by BCR ligation (Fig. 6C) . We then tested whether the increased TASK-2 activity is involved in the apoptosis of WEHI-231 cells. Because no specific pharmacological blocker of TASK-2 was available yet, we used TASK-2-specific siRNAs (si-TASK-2), which we transfected into WEHI-231 48 h before BCR ligation. The prevention of TASK-2 upregulation by si-TASK-2 was confirmed by immunoblot assay and was also validated from the whole cell patch-clamp recordings of pH e -sensitive currents in WEHI-231 cells stimulated with ␣IgM for 12 h (Fig. 7A) . WEHI-231 cell death was then evaluated by flow cytometry using annexin-V-FITC and 7-AAD-PE at 24 h after BCR ligation. As shown in Fig. 7 , the proportion of annexin-V (ϩ) or 7-AAD (ϩ) cells increased significantly by BCR ligation, and the proportion of cell death was lower in si-TASK-2-transfected cells as compared with mock-siRNA-transfected cells (Fig. 7B) . The signal for early apoptosis (i.e., increased detection of annexin-V) was more sensitive to si-TASK-2 transfection.
Finally, we examined whether TASK-2 channels are also expressed in primary B cells isolated from mouse spleen. In whole cell patch-clamp experiments, we found that a proportion of splenic B cells (5 of 22 trials) express background-type K ϩ current with pH e sensitivity (Fig. 8Ab) , whereas pH esensitive expression was not significant in the other splenic B cells (Fig. 8Aa) . The o-o patch-clamp recordings of splenic B cells also demonstrated pH e -sensitive K ϩ channels (Fig. 8B) . Furthermore, the amplitude of pH e -sensitive K ϩ channel at 0 mV with normal Tyrode bath solution (1.2-1.3 pA) was consistent with the expected amplitude of TASK-2 under the same ionic conditions. The RT-PCR analysis of splenic B cells also revealed the expression of TASK-2 transcripts (Fig. 8C) .
DISCUSSION
In this study, we present the biophysical properties of MK bg in mouse B cells and suggest that MK bg is represented molecularly by TASK-2. The expression of TASK-2 in WEHI-231 is markedly upregulated by BCR ligation, which might be associated with the apoptosis of immature B cells. We previously demonstrated the expression of TREK-2 in mouse B cells. However, different from the mechano-and arachidonic acid-activated TREK/TRAAK subfamily of K 2P channels, the members of the TASK and TALK subfamilies display genuine "background" activity. In this respect, the significant upregulation of TASK-2 by BCR ligation suggests a strong hyperpolarizing condition per se. In addition to the TASK-2 upregulation, because mouse B cells also express TREK-2 (35), the total background K ϩ conductance would be further increased with combined stimuli for TREK-2 such as arachidonic acid (34) .
As mentioned in the Introduction, the functional roles of K 2P channels in lymphocytes have attracted research attention recently, but the studies undertaken have been mostly performed on T cells (21, 27) . Immunological studies on T cells have suggested that TASK-1 and TASK-2 have aggravating roles in autoimmune encephalomyelitis and multiple sclerosis, respectively (3, 4) . In these studies, however, precise characteristics of single-channel properties are not shown. Accordingly, the present study directly describes the electrophysiological properties of TASK channels in B cells for the first time.
TASK-2 was first found in the human kidney, and a tissue distribution study showed wide expression in epithelial tissues such as pancreas, placenta, lung, intestine, and kidney (28) . In a later immunohistochemistry study, it was suggested that TASK-2 is expressed in rat hippocampus (12) , and in another study, functionally active native TASK-2 was reported in cerebellar granule cells (8) . The half-effective pH e of cloned TASK-2 is known to be close to physiological pH (20) , which is consistent with our present results regarding MK bg current. The RT-PCR analysis of WEHI-231 and primary B cells also demonstrates that, among the pH e -sensitive K 2P channels, the transcripts for TASK-2 are predominantly expressed (Figs. 5 and 8) . The unitary conductance of TASK-2 is greater than that of any other member of the TASK and TALK subfamilies of K 2P channels.
Although the conductance of MK bg is slightly greater than that of mTASK-2 (Fig. 4D) , it falls within the range previously reported for TASK-2 (14, 16, 20, 28) . The difference in slope conductance might be due to dissimilar expression background (WEHI-231 vs. HEK293T). The slight difference in molecular weights of TASK-2 in WEHI-231 and HEK293T (Fig. 5B ) might indicate different levels of glycosylation that can affect singlechannel conductance (25) . However, influences from other types of protein modification and/or from unidentified partner proteins should also be considered regarding the difference in unitary conductance. Taken together, we suggest that TASK-2 encodes the previously described MK bg channel in mouse B cells.
Physiological roles of TASK-2. In kidney, TASK-2 is important for NaHCO 3 absorption in proximal tubules, as suggested from the phenotypes of metabolic acidosis and hypotension in TASK-2-deficient mice (31) . In addition, TASK-2 has been linked to the control of excitability in intestinal smooth muscle (7) and cerebellar granule cells (8) . Intriguingly, TASK-2 has also been suggested to participate in the physiological regulation of volume (15, 24) , and in the apoptotic volume decrease (AVD) of proximal tubular epithelium (1, 19) . K ϩ efflux might contribute to apoptosis by two mechanisms: 1) osmotic water loss leading to AVD (29) and 2) by regulating apoptotic enzymes, such as nuclease and caspase (5, 18). The present study suggests that TASK-2 might participate in the apoptosis of immature B cells, because the genetic downregulation of TASK-2 attenuated the cell death of WEHI-231 induced by BCR ligation (Fig. 6) . The relatively weak inhibitory effect of si-TASK-2 on the apoptosis might be due to inefficient transfection of siRNA into the floating WEHI-231 cells or the transient upregulation by BCR ligation. Another possible explanation for the limited effect of si-TASK-2 is that TREK-2 might also provide the K ϩ efflux pathway in BCRstimulated WEHI-231 cells (see below). Unfortunately, the lack of specific blockers for the members of K 2P limits our ability to test this hypothesis pharmacologically.
The involvements of K 2P channels in apoptosis have been suggested for other members, such as TASK-1 and TASK-3 (26) and TALK (9) . The TASK/TALK subfamily of K 2P channels are characterized by a typical leak or background activity and are open at rest. In contrast, a variety of physicochemical stimuli are required to cause TREK/TRAAK channels to open (2, 16) . In this respect, TASK/TALK channels are likely to provide a more continuous K ϩ efflux than other types of AVD-associated K ϩ channels. Despite the observed effects of si-TASK-2 on the apoptosis of WEHI-231, the actual role of TASK-2 is open to question, because increased background K ϩ conductance was found to reverse spontaneously on the day after BCR ligation. Considering this relatively temporary upregulation, the role of TASK-2 activity in putative AVD is likely to be short-lived, and contributions from other K ϩ channels (e.g., TREK-2) are probably necessary, as proposed above. Taken together, TREK-2 and TASK-2 might concertedly contribute to AVD of the immature B cells in vivo.
The present study was initiated by the hypothesis that K 2P channels are associated with the apoptosis of immature B cells. However, these channels might also play a role in the mature stage B cells. In fact, both RT-PCR analysis and patch-clamp study indicate the expression of TASK-2 in splenic B cells that are mostly in mature stage. Furthermore, the upregulation of TASK-2 appears to be tightly associated with calcineurindependent signaling pathways (Fig. 6 ) that often link to NFATdependent transcriptional regulations during the immunological activation of B cells (17, 29) . Previous studies have suggested that the upregulation of TASK-or TRESK channels in T cells is associated with the effecter functions of these cells (3, 21) . Further investigation of the role of TASK channels in mature B cells is required.
In summary, we report for the first time the expression of TASK-2 in mouse B cells. In WEHI-231 cells, the expression of TASK-2 is increased by BCR ligation, and this response might be associated with apoptosis. Finally, the roles played by acid-sensitive background K ϩ channels in the immunological responses of B cells require further investigation.
